Despite the recent efforts and successes to combat the disease, tuberculosis (TB) remains a massive global health problem. In 2013, approximately 9 million people developed active TB and there were almost half a million cases of multidrug resistant tuberculosis (MDR-TB) of which 9% were caused by extensively resistant strains (XDR-TB) [1] . Given the limited therapeutic options and the problems associated with current TB drugs, there is an urgent need to discover molecules with antimycobacterial activity to facilitate TB drug development [2] . We have found endophytes of Canadian medicinal plants to be a promising source of antimycobacterial natural products [3] , and recently employed a prioritization strategy that combines NMR metabolomic analyses and bioactivity screening of our endophyte extract library [3c]. One of the extracts highlighted by this approach exhibited significant antimycobacterial activity and was derived from the culture broth of a fungus (TC2-077; Figure 1 ) isolated from the leaves of the medicinal plant Heracleum maximum W. Bartram (family Umbelliferae). Unfortunately, all attempts to identify the fungus through morphological examination and DNA sequencing have thus far been unsuccessful.
Bioassay guided fractionation of the TC2-077 extract led to the isolation of phomopsolide A and 6(E)-phomopsolide A (1 and 2; Figure 2 ) that were identified by mass spectrometry, NMR spectroscopy and polarimetry, with all data being consistent with literature values [4] . Both metabolites inhibited the growth of M. tuberculosis H37Ra (Table 1) , but exhibited poor therapeutic indices (0.3 and 1.6 for 1 and 2, respectively) when tested against the immortalized human HEK 293 cell line; it would seem that the stereochemistry of the C6 alkene has a significant effect on the bioactivity of these compounds.
The phomopsolides have been isolated from Phomopsis spp. [4b, 5] , Penicillium spp. [4a, 6] and Diaporthe spp. [7] endophytes. However, the morphology of TC2-077 is not characteristic of these fungal taxa and we are, therefore, continuing our efforts to identify the endophyte of H. maximum. 
Experimental
Endophyte isolation: TC2-077 was isolated from the leaves of Heracleum maximum (New Brunswick Museum voucher specimen NBM VP-37481) collected from the Kingston peninsula, NB, Canada (N 45° 30.774' W 65° 53.951') in August 2010. Leaf surfaces were sterilized by immersion in 5.25% aqueous sodium hypochlorite for 5 sec, followed by sterile distilled water for 10 sec and 70% EtOH for 15 sec. The tissue was then rinsed with autoclaved distilled water, blotted dry on an autoclaved paper towel, and cut into pieces (5 mm  5 mm) that were placed onto 2% malt extract agar and incubated at room temperature under ambient light. Endophytic fungi were subcultured onto fresh 2% malt extract agar until pure cultures were obtained.
Identification of endophytes:
TC2-077 did not produce fruiting bodies with characteristic morphological features on malt extract, potato dextrose or Czapek's agars. All attempts to identify the isolate through DNA sequencing were unsuccessful as DNA from the ITS region could not be isolated and amplified after repeated attempts using published procedures [8] . A description of the isolate grown on Czapek's agar is as follows: colonies form a flat surface with cottony patches; surface white and gold, reverse white and gold; aerial hyphae white; hyphae septate, branching; fruiting bodies lacking.
Fermentation and extraction: TC2-077 was fermented in 2% malt extract broth at room temperature with shaking (150 rpm) for 2 weeks (11.3 L; 113 × 100 mL batches in 250 mL Erlenmeyer flasks covered with aluminum foil). The fungal material was separated from the broth using vacuum filtration before the broth was extracted using EtOAc (3 × 4 L). The organic fraction was concentrated in vacuo to give a crude extract (210 mg).
Biological assays: Antimycobacterial and cytotoxicity assays were performed as previously reported [9] against Mycobacterium tuberculosis H37Ra (ATCC 25177) and human embryonic kidney HEK 293 cells (ATCC CRL-1573), respectively.
NMR metabolomic analysis:
Fungal extracts exhibiting unique 1 H NMR spectra were identified within our library, as previously described [3c] .
Bioassay guided fractionation:
The crude extract of TC2-077 was dissolved in 9:1 MeOH/H 2 O (7 mL) and extracted with hexanes (3 x 3 mL). The aqueous fraction was then diluted with H 2 O (3.5 mL) and extracted with CH 2 Cl 2 (3 x 3 mL). The CH 2 Cl 2 fraction (80 mg) was subjected to a silica gel flash column eluted with a stepwise gradient of hexanes to EtOAc (10% increments from 100% hexanes to 100% EtOAc). The fraction that eluted from the flash column in 7:3 hexanes/EtOAc (15 mg) was subjected to normal phase HPLC (3:2 hexanes/EtOAc) to give 1 (3mg) and the fraction that eluted from the flash column in 3:2 hexanes/EtOAc (7 mg) was subjected to reverse phase HPLC (43:57 MeOH/H 2 O) to give 2 (2 mg).
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